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N-Terminal Amino Acid Sequence of a Major
Allergen, Cha o 1, of Japanese Cypress Pollen

Takeshi IDE" | Keizo YAMAMOTO", Shiro TABATA" and Tsuneo ASHIDA ¥

" Department of Chemistry, Nara Medical University,
Shijo-cho 840, Kashihara 634, Japan
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The sequence of 7 N-terminal amino acids of a major allergen, Cha o 1, from
Chamaecyparis obtusa pollen was determined to be N-Asp-Asn- Pro-Ile-Asp-
Ser-?-Trp. Although, Cha o 1 included two components having molecular mass
of 45 and 50kDa. The sequences, 7 N-terminal amino acids of 45 and 50kDa, were
identical. The sequence of Cha o | was identical to the reported sequence of the
major allergen (Cry j 1) of Japanese cedar. A quick and convenient method for

partial purification of Cha o 1 was also described.

Key words : Chamaecyparis obtusa, pollen, allergen, Cha o 1, N-terminal

amino acid sequence.

& = EQA (‘hao10)N5H‘7‘.*."3/?%2~‘/—7l‘/7«\°7“
FFEYFFITHREEL T, YT F FHURE{ER L T
INFETOHRE " DS, b/ FEMA Yy —7T il :im.a-J'Lf;_
LAY (Chao 1) BAFHBA Y +—T LK
¥ (Cryj 1) EIE@biRtEAs Yy, Frk b Igh MEE X UAE
AR EOIBL E + — 728l 2 2 b -
fz. £ CChao | ZHHL T, ZONKET ¥/ 1. b/ F7Ek

e —27 = v 2%PGEL, Cryj | &G L. HEAE D7k %, KFEL L CHBERIRL 72 b D%



70 HF -l -

FHE -

Table 1. Procedures for a quick and convenient method for a partial purification of Cha o 1.

Step 1 : 40 g of pollen were extracted with 1000 ml of 0.1M Tris-HCI, pH8.0 by shaking the sample

gently at 4°C for 16 hr. The sample was centrifuged at 10'rpm for 15 min and the supernatant was

collected.

Step 2 : The extracts were applied to a QAE-TOYOPEARL 550C column (20ml) equilibrated with
0.1M Tris-HCI, pH8.0, and the pass-through fraction was collected.

Step 3 : The pass-through fraction was dialyzed against 0.1M phosphate, pH5.0 and was applied to a
SP-TOYOPEARL 550C column (40ml) equilibrated with 0.1M acetate, pH5.0 and the proteins were

eluted with 0.2M phosphate, pH7.0. The major allergen was concentrated in this fraction.
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Table 2. N-terminal amino acid sequences of Cha o 1, Jun p 1", Cry j 1 and Cry j 2 .

1 5
Chaol Asp-Asn-Pro-lle-Asp-Ser- ? -Trp-
Junp 1 Asp-Asn-Pro-Ile-Asp-

Cryj 1 Asp-Asn-Pro-lle-Asp-Ser -Cys-Trp-Arg-Gly
Cry) 2 Ala-lle -Asn-Ile-Phe-Asn-Val-Glu-Lys-Tyr
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Fig. 1. SDS-PAGE analysis of partially purifi-
ed Cha o 1.

SDS-PAGE of molecular markers (lane 1),
crude extracts (lane 2), and the partially purifi-
ed fraction of Cha o 1 (lane 3) was carried out
as described in "Materials and Methods” . Pro-
teins were stained with the use of "2D-SILVER
STAIN” kit (DAIICHI P.CHEM.).
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Fig. 2. Immunoblotting of crude extracts from
Cryptomeria japonica and Chamaecyparis
obtusa pollens.

Crude extracts from pollens of C.japonica
(lane 1,3) and C.obtusa (lane 2,4) were electro-
phoresed by SDS-PAGE, transblotted, and
analized by immunoblotting with a serum
from a patient (lane 1,2) and a rabbit antise-
rum raised against a polypeptide with N-ter-
minal 15 amino acids sequence of Cry j 1 (lane
3,4), as described in ”Materials and Methods” .
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